Chemistry: synthesis of siramesine 1'-{4-[1-(4-fluorophenyl)-1H-indol-3-yl]butyl}-3H-spiro[2-benzofuran-1,4'-piperidine] (siramesine).
Siramesine was synthesized according to the method reported previously. 1 The detailed synthetic procedure was similar to that of 1a-1g.
Compound 6 (150 mg, 0.44 mmol), 3H-spiro [2- 
Antiproliferative assay
The antiproliferative effect was evaluated using the MTT assay as reported in the literature. 4, 5 The MCF7, DU145 or C6 cells (5 000 cells/well) were seeded in 96-well plates in the absence or presence of known concentrations of compound 1a, 1b and siramesine ranging from 100 nM to 100 µM for 24 h. After cultured by 24 h, MTT solution (5 mg/mL, 10 mL/well) was added, and the cells were incubated for another 4 h. After cell lysates (100 mL/well) was added and incubated overnight, cell viability was determined by monitoring the conversion of tetrazoliumbromide (absorption at 570/650 nm) on an automated microplate spectrophotometer (Multiskan Go 1510-00433C, ThermoFisher SCIENTIFIC). Two to three independent experiments, each in triplicate, were performed.
Flow cytometry cell cycle analysis
The cell cycle inhibition was determined by flow cytometry analysis method as previously reported with minor modification. 6 DU145 cells were plated in 24 well plates and incubated with different concentration of 1a, 1b and siramesine for 24 h.
Then cells were harvested, washed with PBS and fixed in cold ethanol (70% v/v) for more than 24 h. After being washed with PBS twice and resuspended in 0.4 mL of PBS, RNaseA (40 μL, 1 mg/mL) was added into the harvested cells at 37 o C for 30 min, and PI (40 μL, 500 ug/mL) was added at 4 o C under darkness for 30 min to stain the cellular DNA. The DNA content of the stained cells was analyzed by flow cytometry (BD Biosciences, California, USA) and DNA distributions were analyzed by Modfit LT MacIntel (Verity Software House, Topsham, ME, USA). All the experiments were carried out in triplicate.
